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Abstract
Stereochemistry is a key aspect of molecular recognition for biological systems. As such, receptors and enzymes are often
highly stereospecific, only recognizing one stereoisomer of a ligand. Recently, the quorum sensing signaling molecules used
by the nosocomial opportunistic pathogen, Acinetobacter baumannii, were identified, and the primary signaling molecule
isolated from this species was N-(3-hydroxydodecanoyl)-L-homoserine lactone. A plethora of bacterial species have been
demonstrated to utilize 3-hydroxy-acylhomoserine lactone autoinducers, and in virtually all cases, the (R)-stereoisomer was
identified as the natural ligand and exhibited greater autoinducer activity than the corresponding (S)-stereoisomer. Using
chemical synthesis and biochemical assays, we have uncovered a case of stereochemical insignificance in A. baumannii and
provide a unique example where stereochemistry appears nonessential for acylhomoserine lactone-mediated quorum
sensing signaling. Based on previously reported phylogenetic studies, we suggest that A. baumannii has evolutionarily
adopted this unique, yet promiscuous quorum sensing system to ensure its survival, particularly in the presence of other
proteobacteria.
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Introduction
Bacteria exploit many mechanisms to gain advantage over
environmental competitors and confer protection on themselves to
ensure their survival. In Gram-negative bacteria, a class of
autoinducers, the N-acyl-homoserine lactones (AHLs), have been
identified as key mediators for cell-to-cell signaling, or quorum
sensing, necessary for virulence factor expression and biofilm
formation [1–3]. For example, in Pseudomonas aeruginosa, quorum
sensing is mediated by two AHLs, N-(3-oxododecanoyl)-L-
homoserine lactone 1 (3-oxo-C12-HSL) and N-butyryl-L-homo-
serine lactone 2 (Figure 1A) [4–6]. Similar to P. aeruginosa,
Acinetobacter baumannii is also a nosocomial opportunistic pathogen
and accounts for ,10% of hospital-acquired infections [7–9]. This
species has been linked to numerous types of clinical manifesta-
tions including wound, bloodstream and urinary tract infections,
ventilator-acquired pneumonia, septicemia and necrotizing fasci-
itis [7–9]. Importantly, A. baumannii has been found to be prevalent
in a large number of infection cases in wounded military personnel
returning from combat in Iraq and Afghanistan earning it the
nickname ‘‘Iraqibacter’’ [8,9]. A. baumannii has proved to be a
particularly daunting challenge as the bacteria easily adapt to
variable conditions and are able to survive even in dry, desiccated
environments [9]. Moreover, many strains of this species are
gaining multidrug resistant phenotypes, including resistance to b-
lactam antibiotics, quinolones and colistin; thus, new therapies are
needed to target such infections [7,9].
Recently, an autoinducer synthase (AbaI) and corresponding
AHL signaling molecules were reported for A. baumannii [10]. The
primary AHL isolated from this species was identified as N-(3-
hydroxydodecanoyl)-L-homoserine lactone (3, 3-OH-C12-HSL,
Figure 1B) by mass spectrometry and confirmed with a synthetic
sample [10]. Although little is known regarding factors required
for biofilm formation and virulence factor expression in A.
baumannii [11], this process was found to be impaired in an
abaI::Km mutant incapable of producing AHLs [10] indicating
that quorum sensing signaling molecules, including AHL 3, may
play a role in this process.
To date, 3-hydroxy-substituted AHLs have been identified in a
limited number of bacterial species [12–16]. With respect to AHL
3, this autoinducer has previously been identified as a quorum
sensing signaling molecule in Vibrio scophthalmi [17], Yersinia
pseudotuberculosis [18] and Acidithiobacillus ferrooxidans [19], each of
which is unrelated to A. baumannii. Interestingly, despite the
presence of a stereocenter at the 3-hydroxy position in 3, chirality
requirements at this site in AHL 3 produced by A. baumannii have
remained cryptic; however, the stereochemistry of the 3-OH
position has been defined in 3-OH AHLs from other species
PLoS ONE | www.plosone.org 1 May 2012 | Volume 7 | Issue 5 | e37102[15,16,20,21]. In most of these prior cases, the (R)-stereoisomer
was identified as the natural stereoisomer and was found to exhibit
greater autoinducer activity than the corresponding (S)-stereoiso-
mer [15,16,20,21]. The detection of (R)-stereochemistry at this
position is not surprising, as AHL biosynthesis is believed to be
stereoselective with respect to the 3-OH stereocenter, and FabG,
the b-ketoacyl acyl carrier protein reductase of the fatty acid
biosynthetic pathway, has been shown to selectively produce (R)-
hydroxy substituents following reduction of the corresponding b-
ketoacyl moieties [22–24]. Moreover, lactone stereochemistry has
already been shown to be critical for autoinducer activity [25].
Thus, since molecular recognition in biological systems is generally
highly stereospecific, we were interested in deciphering the
stereochemical requirements at this position. To complement the
lactone-focused stereochemical explorations, herein, we describe
our efforts to synthesize each diastereomer of AHL 3 and examine
their impact on quorum sensing in A. baumannii. From our studies,
we have uncovered a case where stereochemical integrity does not
affect the biological signaling process, thus, providing an example
where a stereochemical center appears non-critical for biological
activity.
Results
Synthesis of AHL 3 Autoinducers
Our studies commenced with the chemical syntheses of both
diastereomers of AHL 3 (Figure 2) (see Supporting Information for
experimental detail). The syntheses began with commercially
available fatty acid 4, which was first activated with DCC followed
by nucleophilic displacement of the resultant activated ester with
Meldrum’s acid and coupling with L-homoserine lactone 5 to yield
AHL 1. Enantioselective reduction of the 3-oxo-position was
performed using Corey-Bakshi-Shibata reduction conditions to
obtain AHL diastereomers 3a and 3b [26]. Mosher ester analysis
[27] was used to confirm the stereochemical integrities of AHLs 3a
and 3b (see Supporting Information for experimental detail and
assignment: Scheme S1, Table S1, Figures S1, S2, S3, S4, S5, and
S6). Since it was previously demonstrated that the stereochemistry
of the lactone ring is key for activity in P. aeruginosa [28] among
other Gram-negative bacteria [29], only the L-homoserine lactone
ring was examined at this position.
Characterization of AHL 3 Autoinducers in A. baumannii
With the diastereomerically pure lactones in hand, we examined
their impact as autoinducers in A. baumannii. Autoinducer assays
were conducted using an abaI::lacZ mutant A. baumannii strain
wherein the abaI promoter is fused with a lacZ gene [10]. In this
assay, since the abaI gene is activated in a positive feedback loop by
an AbaI-dependent AHL signal, successful autoinducers will
promote expression of lacZ. Mutant A. baumannii were treated
with varying concentrations of AHLs 3a and 3b (0–100 mM), and
b-galactosidase activity was measured using a luminescence-based
assay (see Supporting Information). Unexpectedly, as Figure 3A
shows, AHL diastereomers 3a and 3b exhibited nearly the same
autoinducer activity with EC50 values of 0.67 6 0.06 mM and 0.82
6 0.06 mM, respectively, and no statistical significance was found
between these values (p = 0.3471). Of further significance, the
activities of 3a and 3b were also nearly identical at lower, more
physiologically relevant concentrations (Figure 3C). This is
important, as receptors have typically evolved to specifically
recognize one stereochemical form of a molecule. To underscore
the relevance of this finding, in Vibrio harveyi [16] and Rhizobium
leguminosarum [20,21], their corresponding 3-OH AHLs were
identified as possessing (R)-3-OH stereocenters, and in each case,
the unnatural (S)-isomer exhibited little to no autoinducing
activity. Moreover, previous studies in the AHL biosensor strains
E. coli MT102 (pJBA132) and Pseudomonas putida F117 (pKR-C12)
showed a difference in potency between (R)-3-OH-C8-HSL and
(S)-3-OH-C8-HSL, albeit only at concentrations beyond 10 mM
Figure 1. N-Acyl-homoserine lactone autoinducers. A, P.
aeruginosa autoinducers. B, A. baumannii autoinducer.
doi:10.1371/journal.pone.0037102.g001
Figure 2. Synthesis of (R)-3-OH-C12-L-HSL (3a) and (S)-3-OH-C12-
L-HSL (3b).
doi:10.1371/journal.pone.0037102.g002
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carotovora, and a.3-fold difference in activity was noted between
the two diastereomers of 3-OH-C6-HSL [29]. Thus, our findings
in A. baumannii appear to be unique.
In addition to AHLs 3a and 3b, although not produced by
AbaI, AHL 1 was also found to exhibit autoinducer activity, but to
a lesser extent (Figure 3A). Stereochemistry of the lactone ring, as
expected, was found to be vital, and 3-oxo-C12-D-HSL showed
diminished autoinducer activity (Figure 3A) in comparison to AHL
1. We also examined the effect of treatment with N-(3-
dodecenoyl)-L-homoserine lactone (6, Figure 3B), a possible
elimination product common to both AHLs 3a and 3b; however,
no activity was observed with this compound (Figure 3A). In sum,
these results indicate that an oxygen heteroatom is required at the
3-position, possibly due to hydrogen bonding interactions within
the AHL 3 binding site in AbaR, and lactone stereochemistry is
critical as previously found in other bacterial species utilizing
AHLs.
To determine whether AHLs 3a and 3b are acting on the same
or different receptors in A. baumannii, the mutant strain was treated
with varying concentrations of a 1:1 mixture of AHLs 3a and 3b.
As Figure 4 shows, no change in autoinducer activity was observed
with this epimeric mixture. These results indicate that AHLs 3a
and 3b act on the same receptor in an equipotent manner. This
finding adds to the curiosity of our study, and may demonstrate
that the lactone configuration (i.e., the ‘‘head’’) is more crucial for
receptor binding and that ‘‘tail’’ substitution may provide only
minor interactions within the AbaR AHL binding site, as both 3-
hydroxy configurations and the 3-oxo moiety showed activity.
Figure 3. Autoinducer activities of AHL derivatives in an abaI::lacZ mutant A. baumannii strain. Values shown are relative luminescence
units normalized with respect to cell viability (OD600). A, Autoinducer activities from 0–100 mM. Closed circle = 3a. Open circle = 3b. Closed triangle
= 1. Square = 6. Open triangle = 3-oxo-C12-D-HSL. B, Structure of N-(3-dodecenoyl)-L-homoserine lactone (6). C, Enhanced view of autoinducer
activity of 3a and 3b at lower concentrations. Closed circle = 3a. Open circle = 3b.E C 50 and p values determined using GraphPad Prism v5.0b for
Mac OS X.
doi:10.1371/journal.pone.0037102.g003
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To ensure that the added AHL compounds were not being
chemically modified during the course of our assay, the stability
and chemical integrity of AHL 3 was assessed. It has been well
documented that AHLs undergo lactone hydrolysis over extended
incubation periods under physiological conditions [30]. Addition-
ally, our group uncovered an additional side reaction of AHL 1,
namely the formation of a tetramic acid via an intramolecular
Claisen-like condensation reaction [31]. To determine the stability
and possible side products of AHL 3, a derivative of this
compound containing an aromatic moiety at the tail end (see
Supporting Information and Scheme S2 for experimental detail)
was used to aid in HPLC and LC-MS analyses. The compound
was assayed in phosphate buffered saline (PBS) (pH 7.4) at 37uC
over a period of 36 h. From this study, the half-life of AHL 3 was
found to be approximately 20 h, which is similar to that previously
reported for AHL 1 [32], and the only detectable side product
resulted from lactone hydrolysis. Moreover, no epimerization was
observed upon similar treatment of AHLs 3a and 3b. Thus, AHLs
3a and 3b are stable during the assay conditions, and are AHL
signals recognized by A. baumannii.
Characterization of AHL 3 Autoinducers in P. aeruginosa
We also assessed the activities of AHLs 3a and 3b in
Pseudomonas aeruginosa. Although 3-hydroxy-AHLs have not been
isolated from this species, a previous study found that a racemic
mixture of AHLs 3 was active as an autoinducer in P. aeruginosa;
however, this compound was approximately 8-fold less potent than
AHL 1 [33]. Moreover, as AHL 1 exhibited partial activity in our
A. baumannii biochemical assays, we were interested to examine if
any crossover activity existed with AHLs 3 [34]. Autoinducer
activity assays were conducted using P. aeruginosa luminescence
reporter strain PAO-JP2, a PAO1 lasI/rhlI double mutant (see
Supporting Information) [35,36]. Although AHLs 3a and 3b
exhibited .200-fold diminished autoinducer activities with respect
to AHL 1 (EC50 values of 3.13 mM, 2.60 mM and 12.6 nM,
respectively), the activities of AHLs 3a and 3b were again nearly
identical (Figure 5). These results further confirm the insignifi-
cance of stereochemistry at the 3-hydroxy position for quorum
sensing and possibly implicate some evolutionary stereochemical
promiscuity for 3-OH-AHL quorum sensing signaling molecules.
Attempt at the Determination of 3-OH Stereochemistry
of AHL 3 from A. baumannii
In order to determine the natural stereochemistry of the 3-OH
substituent of AHL 3 produced by A. baumannii, we utilized the
recently reported protocol from Schulz and co-workers. Secreted
AHL extract was obtained from an overnight culture of A.
baumannii by extraction with acidified ethyl acetate (0.1% formic
acid in ethyl acetate) as previously described [10]. Upon
concentration of the crude extract, LC-MS analysis was performed
to confirm the presence of AHL 3. To determine the
stereochemistry of the 3-OH position, the homoserine lactone
was hydrolyzed to the corresponding methyl ester using acidified
methanol for analysis using chiral gas chromatography (GC) as
previously reported by Schulz and co-workers. However, even
with pure samples of 3a and 3b, the reported conditions resulted
in racemization of the hydroxyl group. Silylation using BSTFA
(N,O-bis(trimethylsilyl) trifluoroacetamide) and TMCS (trimethyl-
chlorosilane) and acetylation of the 3-OH group were also
attempted; however, in each case, the resulting product failed to
be detected by chiral GC.
Discussion
To try and elucidate this stereochemical anomaly, we first
examined the reported crystal structures of 3-oxo-AHLs bound to
quorum sensing-facilitating LuxR-type receptors [37]. While the
binding interactions for the lactone and 1-oxo moieties are well
conserved and would also likely be conserved in AbaR, deviations
have been observed within the chemical sphere of the 3-oxo group
[37]. In LasR, the AHL receptor in P. aeruginosa, the 3-oxo group
of AHL 1 hydrogen bonds with Arg61 via a water molecule
[37,38]. However, in TraR, which recognizes 3-oxo-C8-HSL in
Agrobacterium tumefaciens, the 3-oxo group hydrogen bonds with
Thr129 and the main chain of Ala38 [37]. These differences cause
the acyl chains to adopt different orientations in the hydrophobic
binding tunnels of these receptor proteins. Thus, it is plausible that
no conservation exists in the binding of the 3-oxo functionality and
therefore, the binding site in AbaR readily accepts either
stereoisomer.
The structures of b-hydroxy- and b-ketoamides have also been
studied previously using NMR spectroscopy [39,40]. b-Ketoa-
mides largely exist in the keto tautomeric form unlike their b-
ketoester counterparts due to resonance stabilization by the more
electron-donating nitrogen heteroatom. This conformation is
Figure 4. Autoinducer activity of a 1:1 mixture of 3a and 3b.
Values shown are relative luminescence units normalized with respect
to cell viability (OD600). Square = 1:1 3a:3b. Closed circle = 3a. Open
circle = 3b.
doi:10.1371/journal.pone.0037102.g004
Figure 5. Autoinducer activities of AHLs 3a and 3b in
comparison to AHL 1 in P. aeruginosa strain PAO-JP2. Values
shown are relative luminescence units normalized with respect to cell
viability (OD600). Closed square = 1. Closed circle = 3a. Open circle =
3b.
doi:10.1371/journal.pone.0037102.g005
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groups flanking the b-ketoamide motif [39,40]. To minimize
possible electrostatic repulsion between the two carbonyl groups,
however, the keto tautomer is conformed such that the carbonyls
are in an opposed orientation [39]. In fact, a similar orientation
was observed in the crystal structure of AHL 1 bound to LasR
[38]. Thus, there is little ‘‘cross-talk’’ between the lactone and b-
ketoamide portions of AHL 1. As for b-hydroxyamides, interest-
ingly, by NMR no internal hydrogen bonds have been observed
between the hydroxy group and amide carbonyl, both in previous
studies [40] and by us (data not shown). This implies that b-
hydroxyamides exist in a trans-like configuration, and as such,
AHLs 3a and 3b may be structurally similar to AHL 1 within the
receptor’s microenvironment with little binding site reorganization
required to accommodate either 3-hydroxy stereoisomer.
While A. baumannii is classified as a c-proteobacteria of the order
Pseudomonadales similar to P. aeruginosa, its quorum sensing genes are
more closely related to those of environmental strains rather than
pathogenic strains and little similarity exists between LasR and
AbaR [11]. Phylogenetic studies have indicated that these genes
were likely acquired horizontally from Halothiobacillus neapolitanus,a
sulfur-oxidizing bacterial species of the order Chromatidales [11].
Interestingly, however, A. baumannii shows no evolutionary
relationship with H. neapolitanus [11]. As Acinetobacter have been
shown to readily acquire foreign DNA, including many multidrug
resistance genes [41], we would suggest that A. baumannii has
evolutionarily adopted this unique, yet promiscuous AHL-medi-
ated quorum sensing system to ensure its survival, particularly in
the presence of other proteobacteria. This is particularly evident in
light of our data demonstrating that AHL 1, which is not produced
by A. baumannii, is still ,50% active as an autoinducer. Although
mixed A. baumannii biofilms have not been reported such as those
identified with P. aeruginosa and Burkholderia cepacia [34], future
research aimed at probing the validity of this hypothesis would be
important to determine if A. baumannii engages ‘‘eavesdropping’’ to
exacerbate its virulence [42]. Additional support for this could
stem from the fact that A. baumannii was found to produce up to six
different AHL signals (Figure 6); however, only one receptor has
been identified based on genome mining. It remains to be seen if
AbaR is its only quorum sensing receptor and what role other
AHL signaling molecules play in this species.
With respect to our findings, we would like to frame it within the
context of other groups working in this area. Firstly, although the
observed stereochemical insignificance is unique to AHLs, a
similar finding was observed for CAI-1, a non-AHL-based
autoinducer produced by Vibrio cholerae (Figure 7) [43]. While (S)-
CAI-1 is the natural autoinducer, both stereoisomers (Figure 7)
were generated synthetically and examined in a V. cholerae reporter
strain [43]. Interestingly, similar to our findings, both the (R)- and
(S)-stereoisomers exhibited very similar autoinducer activities [43].
However, these compounds are not AHLs; thus, our findings are
unique for this class of autoinducer. In these regards, for AHLs, a
(R)-stereocenter at the 3-OH position was observed in all prior
stereochemical studies on this class of autoinducer, and the
unnatural (S)-stereoisomer was found to exhibit little to no activity
[15,16,20,21]. Although we were not successful in discerning the
stereochemistry of the 3-OH substituent of AHL 3 from A.
baumannii cell culture, it is likely that it is the (R)-stereoisomer in
agreement with these previous studies, as 3-OH AHL biosynthesis
is believed to be stereoselective [22,23]. Secondly, we would also
like to bring to light the difference between our study and the
unnatural AHL analogue syntheses being performed by several
laboratories [44]. In our study, we have synthesized a single
stereochemical isomer to understand the impact that this position
has on quorum sensing in the bacteria from which it is produced,
while Blackwell and others [44] are interested in the synthesis of
unnatural AHLs through modification of both ‘‘head’’ and ‘‘tail’’
moieties to generate modulators, both agonists and antagonists, of
quorum sensing. Thus, we view these studies to be fundamentally
different.
In conclusion, we have synthesized both diastereomers of 3-
OH-C12-HSL, an autoinducer isolated from A. baumannii, in order
to discern the impact that the 3-position stereochemistry in this
AHL has upon quorum sensing. We have discovered that
stereochemistry at this position does not appear to play a role in
this bacterial signaling process, thus, providing a unique example
of stereochemical insignificance for signaling activity. Moreover, as
this phenomenon was observed in both A. baumannii and P.
aeruginosa, it is possible that similar findings may be uncovered
among other Gram-negative bacteria employing 3-OH-AHLs.
The research developed herein is expected to facilitate studies
toward developing strategies for combating A. baumannii infection
including antibodies raised to sequester this quorum sensing
signaling molecule [32,45].
Methods
General Materials and Methods
The relative amount of b-galactosidase expressed in each
sample was determined using the chemiluminescence-based
Figure 6. AHLs produced by A. baumannii.
doi:10.1371/journal.pone.0037102.g006
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All luminescence and absorbance readings were measured on a
SpectraMax M2e Microplate Reader (Molecular Devices). All
data was analyzed using GraphPad Prism version v5.0b for Mac
OS X (GraphPad Software, www.graphpad.com). Data are
represented as normalized with respect to the negative control.
A. baumannii b-Galactosidase Assay
A b-Galactosidase assay for A. baumannii using a abaI::lacZ
mutant A. baumannii strain, containing an abaI promoter fused with
a lacZ gene, was employed and adapted to 96-well plate format.
Briefly, 200 mL of 1:1000 diluted overnight culture in modified M9
media (0.2% glucose and 0.5% casimino acids) was added to wells
of a 96-well microtiter plate, which were subsequently treated with
various concentrations of AHLs at 37uC with shaking until the
culture reached mid-log phase. The relative amount of b-
galactosidase expressed in each sample was then determined.
Following the manufacturer’s manual, after equilibrating the cell
culture to 25uC for 10 min, 50 mL of cell suspension was
transferred from each well to a new opaque 96-well plate and
mixed with an equal amount of assay solution. After 1 h
incubation at 25uC in the dark, the development of luminescence
signal was recorded in relative light units (RLU) and normalized
by the original OD600 in each well. The ratio of luminescence/OD
was plotted against the concentration of compounds to compare
the relative activation level of abaI promoter. Each concentration
of the dose-response curve was analyzed in triplicate simulta-
neously (i.e. on the same 96-well plate).
Supporting Information
Scheme S1 Mosher ester synthesis.
(TIF)
Scheme S2 Synthesis of AHL 3 derivative for stability studies.
(TIF)
Figure S1 Conformations used for the analysis of the Mosher
esters of 3b.
(TIF)
Figure S2
1H NMR spectral data of 3b-(S)-MTPA ester.
(TIF)
Figure S3
1H NMR spectral data of 3b-(R)-MTPA ester.
(TIF)
Figure S4 Preparative HPLC spectra of a mixture of 3a and 3b.
(TIF)
Figure S5
1H NMR analysis. N =( S)-Mosher acid chloride ((R)-
Mosher acid); % = DMAP; e = Triethylamine; D =
32[(Diethylamino)propyl]amine.
(TIF)
Figure S6
1H NMR analysis. N =( R)-Mosher acid chloride ((S)-
Mosher acid); % = DMAP; e = Triethylamine; D =
32[(Diethylamino)propyl]amine.
(TIF)
Table S1 Dd (=dS2dR) data for the (S)- and (R)-MTPA- Mosher
esters of 3b.
(TIF)
Acknowledgments
We are grateful to Professor P. N. Rather (Emory University) for donation
of the abaI::lacZ A. baumannii mutant strain and Professor M. G. Surette
(University of Calgary) for donation of P. aeruginosa strain PAO-JP2.
Author Contributions
Conceived and designed the experiments: ALG SKK JZ AKS BDF GFK
KDJ. Performed the experiments: ALG SKK JZ AKS RW BDF. Analyzed
the data: ALG SKK JZ BDF GFK KDJ. Wrote the paper: ALG KDJ.
References
1. Fuqua C, Greenberg EP (2002) Listening in on bacteria: acyl-homoserine
lactone signalling. Nat Rev Mol Cell Biol 3: 685–695.
2. Shiner EK, Rumbaugh KP, Williams SC (2005) Inter-kingdom signaling:
deciphering the language of acyl homoserine lactones. FEMS Microbiol Rev 29:
935–947.
3. Waters CM, Bassler BL (2005) Quorum sensing: cell-to-cell communication in
bacteria. Annu Rev Cell Dev Biol 21: 319–346.
4. Pearson JP, Gray KM, Passador L, Tucker KD, Eberhard A, et al. (1994)
Structure of the autoinducer required for expression of Pseudomonas aeruginosa
virulence genes. Proc Natl Acad Sci U S A 91: 197–201.
5. Smith RS, Iglewski BH (2003) Pseudomonas aeruginosa quorum sensing as a
potential antimicrobial target. J Clin Invest 112: 1460–1465.
6. Pearson JP, Passador L, Iglewski BH, Greenberg EP (1995) A second N-
acylhomoserine lactone signal produced by Pseudomonas aeruginosa. Proc Natl
Acad Sci U S A 92: 1490–1494.
7. Perez F, Endimiani A, Bonomo RA (2008) Why are we afraid of Acinetobacter
baumannii? Expert Rev Anti Infect Ther 6: 269–271.
8. Gaddy JA, Actis LA (2009) Regulation of Acinetobacter baumannii biofilm
formation. Future Microbiol 4: 273–278.
9. Dijkshoorn L, Nemec A, Seifert H (2007) An increasing threat in hospitals:
multidrug-resistant Acinetobacter baumannii. Nat Rev Microbiol 5: 939–951.
10. Niu C, Clemmer KM, Bonomo RA, Rather PN (2008) Isolation and
characterization of an autoinducer synthase from Acinetobacter baumannii.
J Bacteriol 190: 3386–3392.
11. Bhargava N, Sharma P, Capalash N (2010) Quorum sensing in Acinetobacter:a n
emerging pathogen. Crit Rev Microbiol 36: 349–360.
12. Fuqua C, Parsek MR, Greenberg EP (2001) Regulation of gene expression by
cell-to-cell communication: acyl-homoserine lactone quorum sensing. Annu Rev
Genet 35: 439–468.
13. Swift S, Downie JA, Whitehead NA, Barnard AML, Salmond GPC, et al. (2001)
Quorum sensing as a population-density-dependent determinant of bacterial
physiology. Adv Microbiol Physiol 45: 199–270.
14. Ortori CA, Dubern JF, Chhabra SR, Camara M, Hardie K, et al. (2011)
Simultaneous quantitative profiling of N-acyl-L-homoserine lactone and 2-alkyl-
4(1H)-quinolone families of quorum-sensing signaling molecules using LC-MS/
MS. Anal Bioanal Chem 399: 839–850.
15. Thiel V, Kunze B, Verma P, Wagner-Dobler I, Schulz S (2009) New structural
variants of homoserine lactones in bacteria. Chem Bio Chem 10: 1861–1868.
16. Cao J, Meighen EA (1993) Biosynthesis and stereochemistry of the autoinducer
controlling luminescence in Vibrio harveyi. J Bacteriol 175: 3856–3862.
17. Garcia-Aljaro C, Eberl L, Riedel K, Blanch AR (2008) Detection of quorum-
sensing-related molecules in Vibrio scophthalmi. BMC Microbiol 8: 138.
Figure 7. Structure of (S)-CAI-1 produced by V. cholerae and its
stereoisomer.
doi:10.1371/journal.pone.0037102.g007
Stereochemical Insignificance in Quorum Sensing
PLoS ONE | www.plosone.org 6 May 2012 | Volume 7 | Issue 5 | e3710218. Ortori CA, Atkinson S, Chhabra SR, Camara M, Williams P, et al. (2007)
Comprehensive profiling of N-acylhomoserine lactones produced by Yersinia
pseudotuberculosis using liquid chromatography coupled to hybrid quadrupole-
linear ion trap mass spectrometry. Anal Bioanal Chem 387: 497–511.
19. Williams P (2007) Quorum sensing, communication and cross-kingdom
signalling in the bacterial world. Microbiol 153: 3923–3938.
20. Schripsema J, de Rudder KEE, van Vliet TB, Lankhorst PP, de Vroom E, et al.
(1996) Bacteriocin small of Rhizobium leguminosarum belongs to the class of N-acyl-
L-homoserine lactone molecules, known as autoinducers and as quorum sensing
co-transcription factors. J Bacteriol 178: 366–371.
21. Yajima A, van Brussel AAN, Schripsema J, Nukada T, Yabuta G (2008)
Synthesis and stereochemistry-activity relationship of small Bacteriocin, an
autoinducer of the symbiotic nitrogen-fixing bacterium Rhizobium leguminosarum.
Org Lett 10: 2047–2050.
22. Majerus PW, Alberts AW, Vagelos PR (1965) Acyl Carrier Protein III. An enoyl
hydrase specific for acyl carrier protein thioesters. J Biol Chem 240: 618–621.
23. Volpe JJ, Vagelos PR (1976) Mechanisms and regulation of biosynthesis of
saturated fatty acids. Physiol Rev 56: 339–417.
24. Hoang TT, Sullivan SA, Cusick JK, Schweizer HP (2002) Beta-ketoacyl acyl
carrier protein reductase (FabG) activity of the fatty acid biosynthetic pathway is
a determining factor of 3-oxo-homoserine lactone acyl chain lengths. Microbiol
148: 3849–3856.
25. Jog GJ, Igarashi J, Suga H (2006) Stereoisomers of P. aeruginosa autoinducer
analog to probe the regulator binding site. Chem Biol 13: 123–128.
26. Corey EJ, Helal CJ (1998) Reduction of carbonyl compounds with chiral
oxazaborolidine catalysts: a new paradigm for enantioselective catalysis and a
powerful new synthetic method. Angew Chem Int Ed 37: 1986–2012.
27. Hoye TR, Jeffrey CS, Shao F (2007) Mosher ester analysis for the determination
of absolute configuration of stereogenic (chiral) carbinol carbons. Nat Prot 2:
2451–2458.
28. Kravchenko VV, Kaufmann GF, Mathison JC, Scott DA, Katz AZ, et al. (2006)
N-(3-oxo-acyl)homoserine lactones signal cell activation through a mechanism
distinct from the canonical pathogen-associated molecular pattern recognition
receptor pathways. J Biol Chem 281: 28822–28830.
29. Chhabra SR, Stead P, Bainton NJ, Salmond GPC, Stewart GSAB, et al. (1993)
Autoregulation of carbapenem biosynthesis in Erwinia carotovora by analogues of
N-(3-oxohexanoyl)-L-homoserine lactone. J Antibiot 46: 441–454.
30. Yates EA, Philipp B, Buckley C, Atkinson S, Chhabra SR, et al. (2002) N-
Acylhomoserine lactones undergo lactonolysis in a pH-, temperature-, and acyl
chain length-dependent manner during growth of Yersinia pseudotuberculosis and
Pseudomonas aeruginosa. Infect Immun 70: 5635–5646.
31. Kaufmann GF, Sartorio R, Lee SH, Rogers CJ, Meijler MM, et al. (2005)
Revisiting quorum sensing: Discovery of additional chemical and biological
functions for 3-oxo-N-acylhomoserine lactones. Proc Natl Acad Sci U S A 102:
309–314.
32. Kaufmann GF, Sartorio R, Lee S-H, Mee JM, Altobell LJ, III, et al. (2006)
Antibody interference with N-acyl homoserine lactone-mediated bacterial
quorum sensing. J Am Chem Soc 128: 2802–2803.
33. Passador L, Tucker KD, Guertin KR, Journet MP, Kende AS, et al. (1996)
Functional analysis of the Pseudomonas aeruginosa autoinducer PAI. J Bacteriol 178:
5995–6000.
34. Riedel K, Hentzer M, Geisenberger O, Huber B, Steidle A, et al. (2001) N-
Acylhomoserine-lactone-mediated communication between Pseudomonas aerugi-
nosa and Burkholderia cepacia in mixed biofilms. Microbiol 147: 3249–3262.
35. Duan K, Surette MG (2007) Environmental Regulation of Pseudomonas aeruginosa
PAO1 Las and Rhl Quorum-Sensing Systems. J Bacteriol 189: 4827–4836.
36. Garner AL, Yu J, Struss AK, Lowery CA, Zhu J, et al. (2011) Synthesis of
‘clickable’ acylhomoserine lactone quorum sensing probes: Unanticipated effects
on mammalian cell activation. Bioorg Med Chem Lett 21: 2702–2705.
37. Churchill MEA, Chen L (2011) Structural basis of acyl-homoserine lactone-
dependent signaling. Chem Rev 111: 68–85.
38. Bottomley MJ, Muraglia E, Bazzo R, Carfi A (2007) Molecular insights into
quorum sensing in the human pathogen Pseudomonas aeruginosa from the structure
of the virulence regulator LasR bound to its autoinducer. J Biol Chem 282:
13592–13600.
39. Burdett JL, Rogers MT (1964) Keto-enol tautomerism is beta-dicarbonyls
studied by nuclear magnetic resonance spectroscopy. I. Proton chemical shifts
and equilibrium constants of pure compounds. J Am Chem Soc 86: 2105–2109.
40. Barros MT, Geraldes CFGC, Maycock CD, Silva MI (1986) A proton and 13C
NMR study of keto-enol tautomerism of some beta-ketoamides. J Mol Struct
142: 435–438.
41. Smith MG, Gianoulis TA, Pukatzki S, Mekalanos JJ, Ornston LN, et al. (2007)
New insights into Acinetobacter baumannii pathogenesis revealed by high-density
pyrosequencing and transposon mutagenesis. Genes Dev 21: 601–614.
42. Case RJ, Labbate M, Kjelleberg S (2008) AHL-driven quorum-sensing circuits:
their frequency and function among the Proteobacteria. ISME J 2: 345–349.
43. Higgins DA, Pomianek ME, Kraml CM, Taylor RK, Semmelhack MF, et al.
(2007) The major Vibrio cholerae autoinducer and its role in virulence factor
production. Nature 450: 883–886.
44. Mattmann ME, Blackwell HE (2010) Small molecules that modulate quorum
sensing and control virulence in Pseudomonas aeruginosa. J Org Chem 75:
6737–6746.
45. Kaufmann GF, Park J, Mee JM, Ulevitch RJ, Janda KD (2008) The quorum
quenching antibody RS2-1G9 protects macrophages from the cytotoxic effects
of the Pseudomonas aeruginosa quorum sensing signalling molecule N-(3-
oxododecanoyl)-homoserine lactone. Mol Immunol 45: 2710–2714.
Stereochemical Insignificance in Quorum Sensing
PLoS ONE | www.plosone.org 7 May 2012 | Volume 7 | Issue 5 | e37102